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We investigated the mechanism of lethal injury
folowing the disruption of microtubules in cul-
tured hepatocytes treated with vinblastine (VBL)
or colchicine (COL). These agents kill hepatocytes
by aprocess readily distinguishedfrom two well-
known pathways that lead to a loss of viability,
namely, oxidative stress and inhibition of mito-
chondrial electron transport. CeU kiling with VBL
and COL was accompanied by fragmentation of
DNA. Both the loss of viability and thefragmen-
tation ofDNA wereprevented by the inhibition of
protein synthesis within 6 hoursfoUowing expo-
sure to VBL or COL CeU death and thefragmen-
tation ofDNA were alsoprevented when Ca2" was
removedfrom the culture mediunm By contrast,
the inhibition ofprotein kinase C prevented cell
kiling by VBL or COL, but did not alter the extent
ofDNAfragmentation. The requirements herefor
protein synthesis, extracellular Ca2", andprotein
kinase C activity define a model ofapoptosis, or
programmed cell death, that seems to involve
mechanisms that can be dissociated from the
fragmentation of DNA. (Am J Pathol 1993, 143:
918-925)

Programmed cell death is an active process exem-
plified by the elimination of tissue that occurs during
embryonic development.1 2 The process is accom-
panied by an internucleosomal fragmentation of DNA
that is widely held to distinguish programmed cell
death from toxic injury and necrosis.3-5 Recently, the
concept of programmed cell death has been broad-
ened to include a variety of injuries characterized by
DNA fragmentation (DNA-F) and referred to as ap-
optosis. These include the spontaneous or pro-
grammed death of tumor cells67 and the killing of

various cell types by hormones,89 ionizing radia-
tion,10 toxic chemicals,11'12 and various cytostatic
drugs,13-16 including cisplatin, etoposide, and meth-
otrexate.

In most cases where cell death is attributed to ap-
optosis, the molecular mechanisms remain poorly un-
derstood. In large part, this may be a consequence
of the fact that mere demonstration of DNA-F has in-
creasingly been used to define any toxic injury as an
example of apoptosis.17,18 In turn, there is a general
tendency to characterize death by apoptosis as an
inevitable consequence of a primary DNA-F. In most
cases, however, the mechanisms leading to DNA-F
and their relationship to the loss of cell viability remain
to be defined. Furthermore, it is not clear that many
of the examples of apoptosis in the literature repre-
sent the earlier concept of programmed cell death as
an active process.

The present report describes the activation of a
mechanism of programmed cell death in cultured rat
hepatocytes intoxicated with microtubule antago-
nists. In this model, cell killing requires protein syn-
thesis and is accompanied by, but is not the inevitable
consequence of, DNA-F. Thus, the data define an ex-
ample of apoptosis that is the consequence of an ac-
tive process that would seem to result from mecha-
nisms that can be dissociated from DNA-F.

Materials and Methods
Male Sprague-Dawley rats (150 to 200 g, Charles
River Breeding Laboratories, Inc., Wilmington, MA)
were fed ad libitum and then fasted overnight be-
fore use. Isolated hepatocytes were prepared by
the collagenase (Sigma Chemical Co., St. Louis,
MO) perfusion method of Seglen.19 Yields of 2 to 4
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x 108 cells/liver with 85 to 90% viability by trypan
blue exclusion were routinely obtained. Hepato-
cytes were plated in 25-cm2 flasks (Corning Glass
Works, Corning, NY) at a density of 1.33 x 106
cells/flask in complete Williams E medium (GIBCO
Laboratories, Grand Island, NY) containing 10 lU/ml
penicillin, 10 pg/ml streptomycin, 50 pg/ml genta-
mycin, 0.02 U/ml insulin, and 10% heat-inactivated
(55 C for 15 minutes) fetal bovine serum (JRH Bio-
sciences, Kansas City, MO). After incubation for 2
hours at 37 C in an atmosphere of 5% C02-95% air,
the cultures were washed twice wiLil prewarmed 4-
(2-hydroxyethyl)-1-piperazine-ethanesulfonic acid
(HEPES, Sigma) buffer (140 mmol/L NaCI, 6.7
mmol/L KCI, 1.2 mmol/L CaCI2 and 2.4 mmol/L
HEPES, pH 7.4) to remove unattached or dead
cells. Complete Williams E was replaced, and flasks
were further incubated for 1 hour until the pH of the
culture medium was stable. Additions were made
as indicated in the text. For experiments performed
in the absence of extracellular Ca2l, the cultures
were washed and incubated in serum-free, Ca2+-
free Williams E medium with additions as noted. All
experiments were performed on at least three sepa-
rate cultures and were repeated with at least three
separate preparations of hepatocytes on different
days. In every case, the data shown are from one
experiment and are always representative of the
three. The variability in the viability of control cells
after 24 hours reflects the inherent variation be-
tween preparations of isolated hepatocytes.

The viability of the cultured cells was determined
by the release of lactate dehydrogenase activity as
described previously.2" DNA-F in hepatocyte cul-
tures was measured following lysis (0.3% v/v Triton
X-100, 3 mmol/L Tris, 12 mmol/L ethylenediamine-
tetraacetic acid, pH 8.0) and centrifugation
(27,000g, 20 minutes) to separate intact chromatin
from DNA fragments.321 Pellets containing nonfrag-
mented DNA were resuspended in 1 N perchloric
acid, whereas the supernatants containing frag-
mented DNA were further centrifuged (27,000g, 15
minutes) following addition of perchloric acid. The
second pellet was also resuspended in 1 N per-
chloric acid. Both pellets were heated (70 C, 20
minutes), centrifuged (3,000g, 5 minutes), and as-
sayed colorimetrically for DNA content using the di-
phenylamine reagent.22 DNA-F was expressed as
the percentage of total DNA appearing in the origi-
nal supernatant.
DNA-F was also evaluated qualitatively by agar-

ose gel electrophoresis. Lysates obtained as de-
scribed above were treated with 0.5 mol/L NaCI in
50% isopropanol overnight at -20 C.23 Following

centrifugation (27,000g, 15 minutes), the pellet was
air-dried, resuspended in sodium dodecyl sulfate
buffer (0.1 mol/L ethylenediaminetetraacetic acid,
20 mmol/L NaCI, 0.5% sodium dodecyl sulfate, pH
8.0), and treated with 100 pg/ml proteinase K over-
night at 50 C. DNA was extracted with phenol and
phenol/chloroform (1:1) and precipitated with
ethanol/sodium acetate overnight at -20 C.24 DNA
samples were separated by electrophoresis on
0.8% agarose gel containing 0.4 pg/ml ethidium
bromide. A 1-kb DNA Ladder provided standards
for molecular size.

HEPES, collagenase, cycloheximide (CHX),
vinblastine (VBL), colchicine (COL), potassium
cyanide (KCN), tert-butyl hydroperoxide (TBHP),
1-(5-isoquinolinesulfonyl)-2-methyl piperazine dihy-
drochloride (H-7), staurosporine (STS), ethidium
bromide, and protease K were obtained from
Sigma. Agarose was from Fisher Chemical Co. (Fair
Lawn, NJ), phenol from Boehringer Mannheim Cor-
poration (Indianapolis, IN), and 1-kb DNA Ladder
from GIBCO Bethesda Research Laboratories Life
Technologies Inc. (Gaithersburg, MD).

Results

The Killing of Cultured Hepatocytes by
VBL and COL

Figure 1 illustrates the time course of the cell killing
(open circles) and fragmentation of DNA (closed
circles) that occurred with 0.5 pg/ml of VBL and 0.5
pmol/L COL. Significant loss of viability required at
least 12 hours of exposure to either agent. After this
time, cell death increased steadily to reach between
40 and 60% of the cells by 24 hours. Evidence of
DNA-F preceded the loss of viability with both VBL
and COL. Within 12 hours of exposure to either
agent, there was significant DNA-F with no loss of
viability with VBL and only minimal cell killing with
COL. DNA-F increased between 12 and 24 hours
with VBL and COL in parallel with the increased cell
killing. This close correlation between cell killing
and DNA-F was observed over the dose range of
0.1 pg to 1 pg/ml of VBL (0.12 mmol/L to 1.23
mmol/L) and 0.1 pmol/L to 1 pmol/L COL (data not
shown).

By contrast, Figure 1 illustrates that the cell killing
by 1 mmol/L KCN occurs over a faster time and is
not preceded by DNA-F. After 6 hours, 80% of the
cell had been killed without evidence of DNA-F. By
12 hours, 95% of the cells were dead with minimal
DNA-F. The DNA-F that follows the cell killing by
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Figure 1. Time course of cell killing and DNA-F in cultured hepato-
cytes treated with 0.5 yg/ml of VBL, 0.5 ymoklL COL, or 1 mmol/L cy-

anide. The results represent the mean ± SD of three separate cul-
tures. Where the error bars are not apparent, the SD was less than the
size of the data point. One experiment representative of three is illus-
trated.

KCN most likely reflects the autolytic degradation
that inevitably accompanies the death of cells and
does not imply that the cells have died by apopto-
sis. Similarly, the killing of virtually all of the hepato-
cytes with 0.5 to 1.0 mmol/L TBHP was not accom-

panied by any evidence of DNA-F (data not shown).

DNA-F by Agarose Gel Electrophoresis

Figure 2 documents by agarose gel electrophoresis
the fragmentation of DNA in hepatocytes intoxi-
cated with VBL and COL. The characteristic ladder
pattern of internucleosomal DNA cleavage consis-
tent with activation of an endogenous endonuclease
is readily evident. Using the 1-kb DNA Ladder as a

marker for size, these fragmentation patterns most
likely represent 200-bp multiples of DNA. DNA from
untreated cells or hepatocytes intoxicated with KCN
or TBHP remained relatively unfragmented.

Protection by Inhibition of Protein
Synthesis

Table 1 documents the protection afforded by an in-
hibition of protein synthesis with CHX. With VBL, the
simultaneous addition of 1 pmol/L CHX reduced by

B: VBL (0.5 ug/ml)

C:COL (0.5 uM)

D: KCN (1 mM)

E: TBHP (0.5 mM)

S: Standard for molecular size
Figure 2. Agarose gel electrophoresis of DNA of hepatocytes intoxi-
cated with VBL or COL.

Table 1. Cycloheximide Prevents the Loss of Viability
and Fragmentation ofDNA in Hepatocyte
Cultures Treated with VBL or COL

Cell death DNA fragmentation
Treatment (% ± SD) (% ± SD)

None 12.8 ± 0.8 19.1 ± 0.6
CHX (1 pmol/L) 12.2 ± 0.4 16.7 ± 0.4
VBL (0.5 pg/ml) 44.8 ± 0.8 40.9 ± 0.6
VBL plus CHX 22.5 ± 0.4 23.1 ± 2.2
COL (0.5 pmol/L) 35.5 ± 1.4 41.7 ± 0.5
COL plus CHX 15.7 ± 0.8 22.7 ± 0.6

Cell killing was determined after a 22-hour exposure to VBL or
COL. The results represent the mean ± SD on three separate cul-
tures. One experiment representative of three is illustrated.

at least two-thirds the extent of both the cell killing
and the fragmentation of DNA. Similarly, in cultures
treated with COL, CHX afforded virtually complete
protection against both the loss of viability and
DNA-F CHX had no effect on the cell killing by ei-
ther KCN or TBHP (data not shown). The dose of
CHX used here inhibited the incorporation of [3H]-
leucine into total protein by 85% (data not shown).

Table 2 shows the effect of the time of addition of
CHX on the loss of viability and DNA-F in cultures
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Table 2. The Time ofAddition of Cycloheximide Influences the Loss of Viability and Fragmentation ofDNA in Cultured
Hepatocytes Treated with VBL or COL

Cell death DNA fragmentation
Treatment (% ± SD) (% ± SD)

None 9.6 ± 0.6 18.5 ± 0.9
CHX (1 pmol/L) 11.4 ± 2.0 18.9 ± 1.6
VBL (0.5 pg/ml) 45.5 ± 1.3 47.4 ± 0.8
VBL plus CHX (Time 0) 24.0 ± 1.1 28.8 ± 0.5
VBL plus CHX (3 hr) 23.4 ± 2.5 32.9 ± 1.4
VBL plus CHX (6 hr) 13.1 ± 1.5 23.4 ± 0.2
VBL plus CHX (8 hr) 21.1 ± 0.7 25.9 ± 0.4
VBL plus CHX (10 hr) 31.6 ± 1.0 31.2 ± 2.2
VBL plus CHX (12 hr) 38.4 ± 0.9 35.8 ± 1.8
COL (0.5 pmol/L) 53.1 ± 0.8 50.6 ± 2.1
COL plus CHX (Time 0) 22.8 ± 1.1 23.7 ± 1.6
COL plus CHX (6 hr) 21.0 ± 0.9 23.7 ± 2.2

CHX was added at various intervals following the addition of VBL or COL. Cell death and DNA fragmentation were measured 24 hours
after the addition of VBL or COL. The results represent the mean ± SD on three separate cultures. One experiment representative of three is
illustrated.

treated with VBL or COL. The protective effect of
CHX against both the cell killing and DNA-F was

maximal when the drug was added 6 hours after
treatment with VBL. The delay in the addition of
CHX for 6 hours was somewhat more effective in
protecting the cells than adding it at time 0. This
may simply relate to the fact that in the absence of
inhibition of protein synthesis for 6 hours, the cells
are better able to withstand the double shock of
their isolation and subsequent exposure to VBL.
Prevention of cell killing and DNA-F decreased
when CHX was added more than 6 to 8 hours after
the VBL.

Addition of CHX could also be delayed until 6
hours after treatment of the hepatocytes with COL.
There was no difference in the extent of the reduc-
tion in either cell killing or DNA-F when CHX was

added together with or 6 hours after COL.

Protection by Removal of Extracellular
Calcium

The culture medium used in the above experiments
(Williams E) contains 2.8 mmol/L CaCI2. Table 3 ad-
dresses the role of this extracellular Ca2+ in the kill-
ing of cultured hepatocytes by VBL or COL. By
treating the hepatocytes with these agents in a cul-
ture medium from which calcium ions had been re-

moved (<20 pmol/L Ca2+), the extent of cell killing
was reduced by as much as 75%. Removal of ex-

tracellular calcium ions similarly reduced the extent
of DNA-F

Table 4 explores the effect of the time of removal
of extracellular calcium on the loss of viability and
the fragmentation of DNA in cultures treated with
VBL or COL. Removal of extracellular calcium ions

Table 3. Removal of Extracellular Calcium Prevents
the Loss of Viability and Fragmentation of
DNA in Hepatocyte Cultures Treated with
VBL or COL

Cell death DNA fragmentation
Treatment (% ± SD) (% ± SD)

Control 10.4 ± 0.3 11.8 ± 0.1
Control minus Ca2+ 4.5 ± 0.3 7.4 ± 0.3
VBL (0.5 pg/ml) 50.0 ± 1.6 46.1 ± 0.7
VBL minus Ca2+ 22.0 ± 1.8 23.8 ± 0.3
COL (0.5 pmol/L) 51.0 ± 1.2 46.2 ± 0.5
COL minus Ca2+ 26.5 ± 0.7 27.0 ± 0.4

Cell killing was determined after a 24-hour exposure to VBL or
COL. The results represent the mean ± SD on three separate cul-
tures. One experiment representative of three is illustrated.

after 6 hours of exposure to either VBL or COL af-
forded a greater protection than the removal of cal-
cium during the first 6 hours of exposure to either
agent. The effect of the time of removal of extracel-
lular calcium on the extent of DNA-F was less pro-
nounced.

Protection by Inhibitors of Protein Kinase
C (PKC)

PKC activity has been implicated in the mechanism
of cell killing in several models held to represent
programmed cell death.25 Table 5 illustrates the
ability of two different PKC inhibitors, H-7 and STS,
to prevent the killing of cultured hepatocytes by VBL
or COL. When added together with VBL, both H-7
and STS decreased the loss of viability by as much
as 60 to 70%. Under the same conditions, H-7 and
STS did not alter the extent of DNA-F. A similar dis-
sociation of cell killing from DNA-F was obtained
when either H-7 or STS was added 6 hours after
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Table 4. The Time ofRemoval of Extracellular Calcium Influences the Loss of Viability and Fragmentation ofDNA in
Cultured Hepatocytes Treated with VBL or COL

Cell death DNA fragmentation
Treatment (% ± SD) (% ± SD)

Control plus Ca2+ 19.6 ± 0.7 23.7 ± 0.7
Control minus Ca2+ 9.2 + 0.4 13.4 ± 0.5
Control minus Ca2+ (6-24 hr) 6.7 ± 0.4 11.1 ± 0.2
Control minus Ca2+ (0-6 hr) 14.3 ± 0.4 18.5 ± 0.7
VBL (0.5 pg/ml) 61.8 ± 0.4 50.0 ± 1.1
VBL minus Ca2+ 36.9 ± 3.3 35.9 ± 1.0
VBL minus Ca2+ (6-24 hr) 29.9 ± 1.0 41.8 ± 1.4
VBL minus Ca2+ (0-6 hr) 46.5 ± 1.0 47.9 ± 0.6
COL (0.5 pmol/L) 55.4 ± 0.4 51.0 ± 2.0
COL minus Ca2+ 30.6 ± 0.9 37.2 ± 1.5
COL minus Ca2+ (6-24 hr) 27.0 ± 0.9 38.1 ± 1.2
COL minus Ca2+ (0-6 hr) 40.2 ± 0.8 45.2 ± 1.7

Cell killing was determined after a 24-hour exposure to VBL or COL. The results represent the mean ± SD on three separate cultures. One
experiment representative of three is illustrated.

Table 5. Inhibitors of PKC Prevent the Loss of Viability but not the Fragmentation ofDNA in Hepatocyte Cultures Treated
with VBL or COL

Cell death DNA fragmentation
Treatment (% ± SD) (% ± SD)

None 7.9 ± 0.4 12.6 ± 0.6
H-7 (100 pmol/L) 11.9 ± 0.4 20.0 ± 0.1
STS (1 pmol/L) 8.9 ± 0.4 18.1 ± 0.6
VBL (0.5 pg/ml) 37.5 ± 1.2 40.6 ± 1.7
VBL plus H-7 (time 0) 15.1 ± 1.0 38.7 ± 1.8
VBL plus H-7 (6-24 hr) 18.3 ± 1.2 37.2 ± 0.5
VBL plus STS (time 0) 15.4 ± 0.6 46.3 ± 1.8
VBL plus STS (6-24 hr) 17.9 ± 1.2 51.5 ± 3.0
COL (0.5 pmol/L) 34.7 ± 0.5 34.6 ± 1.2
COL plus H-7 (time 0) 16.7 ± 0.9 29.2 ± 2.2
COL plus H-7 (6-24 hr) 18.0 ± 0.5 22.1 ± 0.8
COL plus STS (time 0) 16.9 ± 0.9 39.7 ± 0.5
COL plus STS (6-24 hr) 15.0 ± 0.5 43.4 ± 2.2

Cell killing was determined after a 24-hour exposure to VBL or COL. The results represent the mean ± SD on three separate cultures. One
experiment representative of three is illustrated.

treatment with VBL. H-7 and STS had no effect on
the killing of cultured hepatocytes by either KCN or
TBHP (data not shown).

The two PKC inhibitors also prevented the cell
killing by COL. The effect on DNA-F was less pro-
nounced. The dissociation of cell killing from DNA-F
was particularly striking with STS. When added to-
gether with COL or 6 hours after COL, STS reduced
the loss of viability by as much as 60 to 70% without
any reduction in the extent of DNA-F.

Discussion
The data presented above document that VBL and
COL kill cultured hepatocytes by a mechanism that
can readily be distinguished from two well-known
pathways that lead to a loss of viability, namely, oxi-
dative stress26 and inhibition of mitochondrial elec-
tron transport.27 DNA-F preceded or accompanied
the killing of cultured hepatocytes by VBL and COL

(Figure 1). By contrast, with TBHP (oxidative stress)
and KCN (inhibition of electron transport), DNA-F
was not evident until the cells had died. Cell killing
by VBL and COL depended on protein synthesis
and was prevented by its inhibition with CHX (Table
1). By contrast, CHX had no effect on the toxicity of
TBHP or KCN. Removal of calcium ions from the
culture medium similarly prevented the cell killing
by VBL and COL, but was without effect on that by
TBHP or KCN. Finally, inhibition of PKC with either
H-7 or STS reduced the toxicity of VBL and COL.
The cell killing by TBHP or KCN was unaffected by
these same agents.

The characteristics of the killing of cultured hepa-
tocytes by VBL and COL are consistent with
activation-induced or programmed cell death, re-
sponses commonly included under the rubric of ap-
optosis. We suggest that the disruption of the integ-
rity of microtubules by VBL or COL is recognized
by the hepatocytes. The cells respond with the
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synthesis of a protein(s) that, in turn, triggers the
killing of the cells. The mechanism of lethal injury re-
quires the presence of extracellular calcium ions
and the participation of PKC.

The function of liver cells includes, to a large ex-
tent, the release to and extraction from the blood of
numerous metabolic products. This function re-
quires the integrity of the microtubular apparatus.
Thus, the disruption of microtubules would render
the hepatocyte functionally useless, but not neces-
sarily lethally injured. That such incompetent cells
can be eliminated by activation of a cell killing pro-
gram is clearly advantageous, because regenera-
tion should readily restore functionally competent
liver cells.
The data presented here document three require-

ments for the programmed killing of cultured hepa-
tocytes by VBL or COL, namely, protein synthesis,
extracellular calcium ions, and PKC activity. The na-
ture of the protein(s) synthesized beyond 6 hours
remains to be defined. However, because DNA-F
could be dissociated from the loss of viability, it is
unlikely that CHX is inhibiting the synthesis of a pro-
tein required for the internucleosomal disruption of
DNA, presumably by activation of an endonuclease.
The requirement for extracellular calcium most

likely relates to an increased flux of these ions
across the plasma membrane of injured hepato-
cytes. It is not unreasonable to suggest that the re-
quirement for protein synthesis may be related to
such an increased permeability to extracellular cal-
cium ions. More specifically, there is precedent for
the hypothesis that cell killing depends on the pro-
duction of a protein that alters the permeability of
the plasma membrane. Such a situation occurs with
the killing of cells by virus, either directly or indi-
rectly with the participation of the immune system.
A rise in the cytosolic concentration of Ca2l is re-

quired for the activation of PKC under various con-
ditions,25 and there are many reports to suggest
that PKC may play an important role in programmed
cell death.28'29 Proposed mechanisms by which
PKC may modulate, enhance, or trigger pro-
grammed cell death include: a) receptor-mediated
mobilization and maintenance of high levels of
[Ca2+],, b) phosphorylation of proteins involved in
metabolism, gene expression, or the structural in-
tegrity of the cell, and c) the synthesis of cytotoxic
lymphokines (e.g., tumor necrosis factor) or other
proteins.25 It has been suggested that sustained
translocation and activation of PKC with subsequent
protein phosphorylation might be a critical event

leading to the uncontrolled influx of extracellular
Ca2l and subsequent cell death in other models of
apoptosis.25
Whereas inhibitors of PKC afforded substantial

protection from the cell killing by VBL or COL, they
were less effective in preventing the fragmentation
of DNA. By contrast, removal of extracellular cal-
cium reduced the cell killing and DNA-F in parallel.
Taken together, these data suggest that a rise of cy-
tosolic Ca2+ may activate PKC, an event that is re-
quired for lethal injury (Figure 3). At the same time,
a rise in the intracellular content of calcium acti-
vates an endonuclease with the resultant fragmen-
tation of DNA. However, this second effect of the in-
flux of Ca2l does not depend on PKC activation
and is not necessarily related to the lethal injury.

This conclusion is consistent with previous re-
ports that the key morphological features of apopto-
sis may occur in the absence of internucleosomal
DNA-F30-32 Moreover, endonuclease is constitu-
tively present in intact, nonapoptotic nuclei and may
be activated by mechanisms unrelated to apopto-
SiS.33 Therefore, endonuclease activation should not

Vinblastine or Colchicine

Disruption of Microtubules

Functional Paralysis of the Hepatocyte

Recognition of this Injury

Synthesis of rotein(s) that
Alter Permeability of Plasma Membrane

to Extracellular Ca+2

Influx of Ca+2 and t[Ca+2]i

Activation of Activation of
Endonuclease Protein Kinase C

Fragmentation of DNA Cell Leath
Figure 3. Proposed mechanism of the cell killing hy VBL or COL.
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be considered a general marker or sine qua non for
apoptosis,34 and the assessment of programmed
cell death by biochemical assays alone should be
interpreted with caution. Our data provide further
support for the hypothesis that there are several
mechanisms responsible for the initiation of apopto-
sis that may exhibit both cellular and organ speci-
ficity.

It needs to be emphasized that we have defined
a distinct pathway to lethal injury that may or may
not correspond to what others have called pro-
grammed cell death or, more generally, apoptosis.
Whether this pathway in the cultured hepatocytes
includes the classic morphological changes that
some have used to define apoptosis is clearly of in-
terest but, importantly, is not relevant to the interpre-
tation of the data presented. In fact, a careful mor-
phological analysis of the cells is currently
underway in our laboratory, the results of which will
be interpreted in the light of the results of the
present study (and not vice versa).
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